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Supplementary Results
Supplementary Figure 1
Purification of Trx-rKB1 via immobilised metal ion affinity chromatography Xa/LIC expression vector via ligation-independent cloning (Novagen). The TEV protease recognition sequence was introduced via mutation of the SGIEGR residue sequence to ENLYFQ. This was carried out via 'inverse' whole-plasmid PCR, using 5'TACTTCCAGTGCACCTGTAGCTGGCCGGTG (forward) and 5'CAGGTTCTCGCCACCACCGGTACCCAGATC (reverse) primers. The resulting linear DNA of approximately 6000 base pairs was then 5' phosphorylated using T4 polynucleotide kinase (New England Biolabs) and ligated using QuickStick DNA ligase (Bioline).
Protein expression & purification.
Thioredoxin-kalata B1 (Trx-rKB1) fusion protein was expressed in BL21(DE3) E. coli cells via incubation of 500ml LB broth cultures (containing 100 μg/ml ampicillin) at 
Supplementary Figure 2: Factor Xa digestion of Trx-rKB1 a)
A schematic diagram of Trx-rKB1 digestion with factor Xa. Secondary proteolysis at the vector-encoded thrombin recognition site results in digestion of Trx into Trx* and Trx PEP fragments. b) SDS-PAGE analysis of factor Xa digestion. Samples were withdrawn at 0, 0.5, 1, 2, 3, 4, 6 and 18 hours following protease addition and run alongside molecular weight markers (relevant weights are annotated). Bands representing Trx-rKB1, Trx and Trx* are annotated. The peptides Trx PEP and rKB1 are not visible on the gel. c) RP-HPLC analysis of crude factor Xa digestion. Peaks representing Trx PEP , rKB1 and Trx*/Trx are annotated; identities were verified via LC-MS ( Supplementary Figure 3) . 
